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SPONSOR:

SPONSOR
REPRESENTATIVE:

TEST FAGILITY:

AOAG Fungicidal ActivitY Method

CID LINES nv
Waterpoortstraat 2
leper 8900
Belgium

Scientific & Regulatory Consultants, lnc.
201 W. Van Buren Street
Columbia City, lN 46725

Accuratus Lab Services
1285 Corporate Center Drive, Suite 110
Éagan, MN 55121

PURPOSE
fne purpose of this study ls to determine the effectiveness of the Sponsor's product as a disinfectant for hard

surfaces following the AOAC Fungicidal Activity of Disinfectants method. Th¡s method is in compliance with the

requirements of the following: The U. S. Environmental Protection Agency (EPA).

TEST SUBSTANCE CHARACTERIZATION
Accord¡rìS io (40 CFR, Part 160, Subpart F tf60.1051) test substance characterization as to identity, strength,

purity, solubility and composition, as appl¡cable, shall be documented before its use in this study. The stability of
the test substance shall be determined prior to or concurrently with this study. Pertinent information, which may

affect the outcome of this study, shall be communicated in writing to the Study Director upon sample submission

to Accuratus Lab Services. Accuratus Lab Services will append Sponsor-provided Certificates of Analysis (C of
A) to this study report, if requested and supplied. Characterization and stability studies not performed following

GLP regulations will be noted in the Good Laboratory Practice compliance statement.

SGHEDULING AND DISCLAIMER OF WARRANTY
gxper¡mental start dates are generally scheduled on a first-come/first-serve basis once Accuratus Lab Services

reieives the Sponsor approved/completed protocol, signed fee schedule ãnd conesponding test substance(s).

Based on all required materials being received at this time, the oroposed experimental start date is January 4,2016.
Verbal results may be given upon completion of the study with a written report to follow on the æpgSgçl completion

date of February 1,2016. To expedite scheduling, please be sure all required paperwork and test substance

documentation is completeiaccurate upon arrival at Accuratus Lab Services.

lf a test must be repeated, or a portion of it, due to failure by Accuratus Lab Services to adhere to specified
procedures, it will be repeated free of charge. lf a test must be repeated, or a portion of it, due to fa¡lure of

internal controls, it will be repeated free of charge. "Methods Development" fees shall be assessed, however, if

the test substance and/or test system require modifications due to complexity and difficulty of testing.

lf the Sponsor requests a repeat test, they will be charged for an additional test. Neither the name of Accuratus
Lab Services nor any of its employees are to be used in advertising or other promotion without written consent
from Accuratus Lab Services.

The Sponsor is responsible for any rejection of the final report by the regulatory agencies concerning report

format, pagination, etc. To prevent rejection, Sponsor should carefully review the Accuratus Lab Services final

report and notify Accuratus Lab Services of any perceived def¡ciencies in these areas before submission of the

report to the regulatory agency. Accuratus Lab Services will make reasonable changes deemed necessary by the
Sponsor, without alter¡ng the technical data'

JUSTIFICATION FOR SELECTION OF THE TEST SYSTEM
negrfatory agencies require that a specific fungal claim for a test substance intended for use on hard surfaces be

supported by appropriate scientific data demonstrating the effìcacy of the test substance against the claimed

fungi. This is accomplished by treating the target organism with the test substance under conditions which
simulate as closely as possible, in the laboratory, the actual conditions under which the test substance is

designed to be used. For products ¡ntended for use on hard surfaces (inanimate environmental surfaces), a

susplnsion method may be used in the generat¡on of the supporting data. The experimental design in this

protocol meets these requirements. The test system to be used in this study will follow the AOAC Fungicidal Aciivity

of Disinfectants.
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TEST PRINCIPLE
A suspension of the test organism is exposed to the test substance for specified exposure time(s). After
exposure, the aliquots of the suspension are transferred to vessels containing neutralizing subculture media and
assayed for survivors. Appropriate culture purity, sterility, viability, initial suspension population and neutralization
confirmation controls are performed. The current version of Standard Operating Procedure CGT-0023 reflects the

methods which shall be used in this study.

TEST METHOD

test organism to be u tn study was obtained from the American Type Culture Collection (ATCC),

Manassas, VA.

Recovery Agar Medium: Glucose Agar

Preparat¡on of Test Organ¡sm
A culture of Trichophyton mentagrophytes will be prepared by inoculating a sufficient number of agar plates using a

stock culture and incubating at 25-30"C for 10-15 days. The mycelia will be removed from sufficient plates using a

sterile device. The mycelia will be transferred to a glass bottle containing beads and sterile saline or saline/Triton
Solution (0.85% Saline + 0.05 7o Triton X-100) and mixed thoroughly. Alternately, the mycelia may be added to a
tissue grinder contain¡ng sterile saline or saline/Triton Solution and macerated. The culture w¡ll be f¡ltered through

ste¡le gauze to remove hyphal fragments. The conidial concentration w¡ll be estimated by counting in a

hemacytometer-and the culture may be adjusted as necessary. The culture will be standardized, as necessary, to

achieve Þ5 x 10ö conidiaimL. Applicable culture dilutions will be performed using 0.85% Saline.

An organic soil load may be added to the test culture per Sponsor's request'

Preparat¡on of Test Substance
The test substance(s) to be assayed will be used as d¡rected by the Sponsor. lf a dilution of the test substance is

requested by the Sponsor, the diluted test substance(s) shall be used within three hours of preparation. Five
(5) mL of the test substance, at each dilution if applicable, will be aliquotted into the required number of sterile

25 x 150 mm tubes. The tubes will be placed into a water bath atthe Sponsorspecified temperature, and allowed

to equilibrate for >10 minutes prior to testing.

Exposure Conditions
A volume of 0.5 mL of the test organism suspension will be added to a tube containing 5 mL of the equ¡librated

test substance using a sterile pipette. To inoculate the test substance, remove the tube from the water bath and

slant slightly. Add the suspension without touching the fluid or tube walls. Agitate the tube gently after adding

culture and return to the water bath. Staggered intervals will be used where necessary.

Test System Recovery
At each exposure time, remove the tube from the water bath, insert a ster¡le 4 mm i.d. loop into the tube, withdraw ihe
sample without touching the tube walls or lip and transfer to 10 mL of neutralizing subculture medium and mix.

Repeat the test system recovery procedure for each exposure time from the same tube of inoculated test substance,
as applicable. Secondary subculture transfers are recommended. lf performed, transfer 1 loopful from the primary

neutralizing subculture medium to a 10 mL tube of secondary neutralizing subculture medium and mix.

lncubation and Observation
The subculture tubes will be incubated for 10 days at 25-30"C. The subculture plates will be incubated for

66-76 hours at 25-30'C. Additional incubation may be followed for the subculture plates if growth is hard to

detect. Following incubation, the subcultures will be visually examined for growth. lf necessary, subcultures can

be stored for up to 3 days at 2-8"C prior to examination. Representative subculture tubes demonstrating growth

(positive tubes) will be subcultured onto appropriate agar for conflrmation of the test organism.
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STUDY CONTROLS

Purity Control
A "streak plate for isolation" will be performed on the organism culture and following incubation examined in order
to confirm the presence of a pure culture. The acceptance criter¡on for this study control is a pure culture
demonstrating colony morphology typical of the test organism.

Organic Soil Load Sterility Control
The serum used for soil load will be cultured, incubated, and visually examined for growth. The acceptance criterion
for this study control is lack of growth.

Viability Control
One loopful of the conidial suspension will be transferred to a tube of neutralization subculture medium, per type used
in the study. The inoculated subculture medium will be incubated and visually examined for growth. The acceptance
cr¡terion for this study control is growth.

Neutral¡z¡ng Subculture Medium Sterility Control
A representative sample of uninoculated neutralizing subculture medium w¡ll be incubated and visually examined for
growth. The acceptance criterion for this study control is lack of growth.

lnitial Suspension Population Control
The final test culture will be serially diluted and plated using standard microbiological techniques. Following
incubation, the organism plates will be observed to enumerate the concentration of the test organism present at
the time of testing. The acceptance criterion for this study is a minimum of 5 x 106 conidia/ml.

Neutralization Confirmation Control
The neutralization of the test substance will be confirmed by transferring 1 loopful of the test substance to a primary
tube containing l0 mL of neutralizing subculture medium and mix. lf performed in the test procedure, transfer
1 loopful of broth from the primary tube to a 10 mL iube of secondary neutralizing subculture medium and mix. Each
subculture tube will be challenged with a low level of the organism to target 10-100 CFU per tube (neutralization
control). The aliquots added to the tubes will be plated in duplicate as a numbers control. Multiple organism dilutions
may be utilized. lf multiple concentrations of test substance are evaluated in the study, only the most concentrated
test substance needs to be evaluated in this control. The subcultures will be incubated as in the test. The
acceptance criterion for this control is growth in the final subculture medium, minimally, with <100 CFU added per
tube.

lf all the organism dilution(s) used in this control fa¡l to provide adequate numbers (10-100 CFU) which coincides
in a failure to meet the acceptance criterion for this study control, the control may be repeated in its entirety.

PROCEDURE FOR IDENTIFICATION OF THE TEST SYSTEM

Accuratus Lab Services maintains Standard Operating Procedures (SOPs) relatlve to efficacy testing
studies. Efficacy testing is performed in strict adherence to these SOPs which have been constructed to cover all
aspects of the work including, but not limited to, receipt, log-in, and tracking of biotogical reagents includlng test
organism strains for purposes of identification, receipt and use of chemical reagents. These procedures are
designed to document each step of efficacy testing studies. Appropriate references to medium, batch number,
etc. are documented in the raw data collected during the course of each study.

Additionally, each efficacy test is assigned a unique Project Number when the protocol for the study is initiated by
the Study Director. This number is used for identifìcation of the test subcultures, etc. during the course of the
test. Test subcultures are also labeled with reference to the test organism, experimental start date, and test
product. Microscopic and/or macroscopic evaluations of pos¡t¡ve subcultures are performed in order to confirm
theidentityofthetestorganism. Thesemeasuresaredesignedtodocumenttheidentityofthetestsystem.

METHOD FOR CONTROL OF BIAS: N/A
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STUDY ACCEPTANCE CRITERIA

Test Substance Performance Criteria
The efficacy performance requirements for label claims state that the test substance must kill the conidial spores
in all subculture tubes within 10 minutes to be an effective fungicide.

Gontrol Acceptance Criteria
The study controls must perform according to the cr¡teria detailed in the study controls description section. lf any
ofthe control acceptance criteria are not met, the test may be repeated under the current protocol number.

Any positive test subcu¡tures confirmed as a contaminant will be reported. Any test set that demonstrates
contamination may be invalidated per Sponsor's request and may be retested.

REPORT
The report will include, but not limited to, identification of the sample, date received, initiation and completion
dates, identification of the fungal strains used, description of media and reagents, description of the methods
employed, tabulated results and conclusion as it relates to the purpose of the test, and all other items required by
40 CFR Part 160.185.

PROTOCOL CHANGES
lf it becomes necessary to make changes in the approved protocol, the revision and reasons for change will be
documented, reported to the Sponsor and w¡ll become a part of the permanent file for that study. Similarly, the
Sponsor will be notified as soon as poss¡ble whenever an event occurs that may have an effect on the validity of the
study.

Standard operating procedures used in this study will be the current effective revision at the time of the work, Any
minor changes to SOPs (for this study) or methods used w¡ll be documented in the raw data and approved by the
Study Director.

TEST SUBSTANCE RETENTION
It is the responsibility of the Sponsor to retain a sample of the test substance. All unused test substance will
be discarded following study completion unless otherw¡se requested by Sponsor.

RECORD RETENTION

Study Specific Documents
All of the original raw data developed exclusively for this study shall be archived at Accuratus Lab Services for a
minimum of five years for GLP studies or a minimum of six months for all other studies following the study
completion date. After this time, the Sponsor (or the Sponsor Representative, if applicable) will be contacted to
determine the final disposition. These original data include, but are not limited to, the following:

l. All handwritten raw data for control and test substances including, but not limited to notebooks data
forms and calculations.

2. Any protocol amendments/deviation notifications.
3. All measured data used in formulating the final report.
4. Memoranda, specif¡cations, and other study specific correspondence relating to interpretation, and

evaluation of data, other than those documents contained in the fìnal study report.
5. Original signed protocol.
6. Certified copy of fìnal study report.
7. Study-specific SOP deviations made during the study.
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Facil¡ty Specific Documents
The following records shall also be archived at Accuratus Lab Services. These documents ¡nclude, but are not
limited to, the following:

L SOPs which pertain to the study conducted'
2. Non study-specific SOP deviations made during the course of this study which may affect the results

obtained during this studY.
3. Methods which were used or referenced in the study conducted.
4, QA reports for each QA inspection with comments.
S. Facility Records: Temperature Logs (ambient, incubator, etc.), lnstrument Logs, Calibration and

Maintenance Records.
6. Current curriculum vitae, training records, and job descriptions for all personnel involved in the study.

REFERENCES
f . Assoc¡ation of Official Analytical Chemists (AOAC) Offìcial Method 955.1 7, Fungicidal Activity of Disinfectants.

ln Official Methods of Analysis of the AOAC, 1955'

2. Association of Official Analytical Chemists (AOAC) Official Method 960.09, Germic¡dat and Detergent
Sanitizing Action of Disinfectants Method [Preparation of Synthetic Hard Water]. ln Official Methods of
Analysis of the AOAC, 2013 Edition.

3. U.S. Env¡ronmental Protection Agency, Office of Chemical Safety and Pollution Prevention, Product
performance Test Guidelines, OCSPP 810.2000: General Considerations for Uses of Antimicrobial Agents,
September 4, 2012.

4. U.S. Environmental Protection Agency, Offìce of Chemical Safety and Pollution Prevention, Product
performance Test Guidelines, OCSPP 81O.22O0: Disinfectants for Use on Hard Surfaces- Efficacy Data

Recommendations, Septembet 4, 2012'

DATAANALYSIS

Calculations

Conidia/ml = (averaoe CFU @ dilution used) x (dilution factor)
(volume Plated in mL)

Stat¡stical Methods: None used.
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STUDY INFORMATION
(All blank sections are completed by ffÌe Sponsor or Sponsor Representative as l¡nked to their signature, unless othervvise noted.)

Test Substance (Name and Batch Number) exactly as it should appear on final report:
\/irn¡iá T n1 S1l47O'l T nf S5147O?

The requiremenf fo fesf at the lower certified limit (LCL) for registration has not yet been defined for this
organ¡sm hy the U,S, EPA; however, testing at the LCL is recommended due to agency uncerta¡nty,

ffi**+m

Product Description:
Ø Quaternary ammonia
tr lodophor
tr Sodium hypochlorite

O Peracetic acid
O Peroxide
ø biÅãlglÀtarat¿lÊ\de-o

<) I .4o/o a:¡a|.- MQ.4o/¡ çlt|.
(This value i3 used for neutrãization planning only. This value is not ¡ntended to represent characterization values.)

Approximate Test Substance Active Concentration (upon submission to Accuratus Lab Services)

Neutralization/Subculture Broth: tr
(All neutralizing subculture medium must support the growth of the test organ¡sm.)

EI Accuratus Lab Services'Discretion. By checking, the Sponsor authorizes
Accuratus Lab Services, at their discretion, to perform neutralization
confirmation assays at the Sponsor's expense prior to testing to determine
the most appropriate neutralizer. (See Fee Schedule).

Storage Conditions:
M Room Temperature
tr 2-B.C
tr

Hazards:
0 None known: Use Standard Precautions
Ef Material Safety Data Sheet, Attached for each product
tr As Follows:-

Product Preparation
tr
ø

No dilution required, Use as received (RTU)
*Dilution(s) to be tested:

def¡ned as 1 þart +
(amount of test substance)

399 parts (example: 1 ozlgallon)
(amount of diluent)

O Deionized water or Autoclave Sterilized)
tr Soft Tap Water (Filter or Autoclave Sterilized)
Ef AOAC Synthetic Hard Water: 400 PPM
tr Other

*Note: An equívalent dilution may be made unless othennise requesfed by fhe Sponsor

Test Organism: Ø Trichophyton mentagrophytes (ATCC 9533)

ExposureTemperature: 20tl'C
Exposure Times 5 minutes, 9.5 minutes, l5 minutes

Organ¡c Soil Load:
tr Minimum 5Vo Fetal bovine serum added to conidial suspension
EI No Soil Load Required
D other-

ORa¿od pc¡r erna{l.JlH 6-j,r¿ø
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TEST S['FSTANCE SHIPMENT STATUS
(This section ís for informational purposas only.)

l{ Test Substance is alreadv o¡esent at Accuratus Lab S€rvices.
6 Test substance 6ã16õãilìläIãshiooe-d to Accuratus Lab services.

ÞateofexpectedreceiptatAccuratusLabServices:
O Test Substânce to be hand-delivered (must arrive by nôon at least one day prior to tesling or other
årrangements made with the study director)

COIT!PLIANCE
Itudy to be performed under EPA Good Laboratory Practice regulations (40 CFR Part 160) and in accordanc€ to
standard operat¡ng procedures.

Ef Yes
û No (Non€LP or Development Sludy)

TEsr suBsrANcE GHARACTERIZATIoN & sJAçlLlTY TESTINg

[Verifìcation required per 40 CFR Part 160 Subpârt B (160.3f (dD.

El Characterization/Stab¡lity testing ¡s not required (For Non-GLP or Developmenl testing only)

OR

Phvsicãl and Chemical Characterization ildentitv. ouritv. strenoth. solubilitv. as appJiçeÞle) qf the test lo.!g

M Physlcat & Chemlcal Gharacterization has been or will be completed pr¡or to eff¡cacy testing,

GLP comþl¡ance stâtus of ohvsical & chef-Tìical characle-É¿3t¡on,t-e-s-ti.ng:

Ø Testing was or will be performed following 40 CFR Part 160 GLP regulations
O Characterization häs not been or will not be porformed following GLP regulalions

Chpçk and,çgnlplete thç f-ollowinglhalappleg A Certificate of Analysis (C of A) has been or will be provided lor each lot of têst substance to be

appended to the feport.
tr Tesling has been or will be conducted ât Accuratus Lab Services under protocol or study #r

O Test has been or will be conducted by another facility under protocol or study #:

Ð physical & Chemical Characterization was not or wlll nol be performed prlor to efflcacy testlng,

Stabilitv Testino of the f-ormulation

ø Stabil¡ty testlng has been or w¡ll be completèd pr¡or to or concurrent with eftlcacy tê6ting.

GLP comoliance stdus of stability.tçSlino:
(GLP compliance is requíred by 40 CFR Part 1601

EI Testing was or w¡ll be performed following 40 ôFR Part 160 GLP regulations
Ð Stability test¡ng has not been or will not be performed lollowing GLP regulations

Check gnd complgte lhe fol!-owlng that aDDlv:

E Testing has been or will be conducted at Accuratus Lab Services under protocol or study #:

O Test has been orwill be conducted byanotherfacility underprotocol orstudy#:

O Stability testing was not or will not be performed pfior to or concurrenl w¡th eff¡cacy testing.

lf test substance charactatization ot stab¡l¡ty testing information is not provided ot ìs not pertonned following GLP
regutations, this wi!! be indicated ln the GLP compliance statement of the final repoñ.
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PROTOCOL MOprFrçATrgNS

O Approved wilhout modifìcatíon
EI Approved with modilication
The subc,u.ltJ¡rp broths will not be refrioerated efter incubation. A draft reoort will Þg proyided for review prìor to
f¡nalization. . . ..-.._..._

PROTOCOL {ITACHMENTS
Supplemental lnformation Form Attached - El Yes Et No

APPROVAL-SLGNATURES

SPO^'SOR..

NAME: TITLET Agent . . _.-- -

DA 9-ß^tb

PHoNE:-JZ08I2l4:-0e?g- EMAIL: riones@srccqnFqltq0!ç.cgm

For conlidentiality p¡l¡poses, study information will be releasød only to the sponsor/representatíve signing the
protocol (abova) unless othar índividuals are specifrcally author¡zed ¡n writing to receive study information.

Other ¡ndlvlduals authorized lo receive informatlon rcgardìng th¡s study:

Delohine Scooinski, Helene Charier. SRC Staff

B See Atlåched

Acc uratu s Lab Se¡v¡1ces.'

NAME: .Jarr-nìO l-\e
Study Direclor

onrE,-5-Bl:lþ-
Director

Tuplate: 261-ll - Floprláûy I nfofhation -
1285 CorpordeCstsOr¡ve, Sr¡ts110 . ÞgÊn, MN 55121 . ð77,287.83?8 r 661.379.5510 . w.æratudôsøm

l2SS Corporate Center Dr¡ve, Su¡te 110 . Eagan, MN 55121 ' 877.287.8378 651.379.5510 www.accuratuslabs.com


